. Three ~1kb PCR products were generated from either genomic (gDNA) or BAC DNA. The 5' homology arm (HA) was generated in the same way as 4-way cloning (Figure 2) . The 3' HA was generated in two pieces so that the 3' loxP site could be included in one of the PCR primer oligonucleotides. This oligonucleotide also included 40 nucleotides of sequence identity to the other half of the 3'HA. As for the knock-out first strategy, the two loxP sites are positioned either side of a critical exon (c.e.), which is in the PCR amplified region. b) Recombination efficiencies promoted by full-length RecE/RecT. The methods are the same as 4-way cloning except that the five linear substrates were co-electroporated into GB05 containing pSC101-BAD-ETγA plasmid.

